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amended. No new subject matter 

To assist the Examiner. applets would HK. to point out that 
an end nud - is so named because of the particuiar «m 

Tom which it , « -ted and ^ — 
i ■« endoaenous to a particular / ^iu 

example, Msel is endoge PTA -2421). Mnll is 

ctrain (NEB446, also known as ATCC No. ) 

stra.n CN« Moraxe // 3 „on//Qiieftctens f Mlyl « 

endogenous to a part.cular Moraxe// 20 o 2 -2003 

endogenous to a particular Mte**- /<- ^ ata 9 

„„ 46 and 47 is attached hereto to illustrate this. It can 

pg 46 ana «/ riifferent Micrococcus restriction 

Afferent cleavage s,te a d encoded y ^ ^ 

these endonucleases, only the DNA encoa g 
ATCC PTA-2421. 

^^ FlgU re > with respect to the Brief 
OesJption of B 9 ure IB. The Sxaminer has further objected to the 
absence of "A" and "B" on Figure 1. 

Thls description provides verification of the cleavase activity of 
MseI on DNA from ceils transformed with £ 
results of this experiment are reported ,n deta.l ,n Example 
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description to Figure It and mod-fied JL«*n t0 the 

the «A". With the present modifiers, no further 
Figure l itself is necessary. 

Th e EX am,ner o bj ects to Caim 1 prior to amendment heca.se of 
the Jlce on a specif Micrococcus ^^ZT 

endonuclease produced by the specified Micrococcus stra,n. 

in the teiephone conference with the Examiner on March 31 
in the ^telep from ,. as a p P |,ed to a DNA encoding 

2004 , the language obtainable 

a restriction endonuclease was discussed. It was agree 
^•obtainable" is descriptive when used ^^^ -n 
recombinant DNA in a deposited --^^J^,,^ DNA 
the specification further provides sequences for the 

. .„„ r ,-,~.=H endonuclease and methylase. 

encoding the ao.mw- euuv 

j ■ _ VM u5rh the DNA encoding the 
The amendment in claim 1 in which tne ui 

feature of the invention as claimed is a 
deposited recombinant E.coll. me ^ 
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isolated DNA in its native context. 

^ ^ has ^ -J M ;= 

„t ,n the *^Z™T*Z™*^ «— 

r i= ;:r:rj — - « - « - 

address of the depository. 

lssU ance of this Application Is earnestly sohated. 

' to * th.s -onse. P— 
the amount of $475. AppHcanU authorize that any 
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1,396 7 should the Examiner wish to discuss any of the amendments 
and/ or remark made herein, the — ned Attorney would 
appreciate the opportunity to do so. 

Respectfully submitted, 

NEW ENGLAND BIOLABS, INC. 



Date: April 5, 2004 Harriet M. Strimpel, D>hil 

(Reg. No. 37,008) 
Patent Counsel 
32 Tozer Road 

Beverly, Massachusetts 01915 
(978) 927-5054 X373 
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ORDERS 




#flD147S 
#R0147L 



5'. VGA 
3-...CT 



500 units SSO 

2,500 units .... $240 
order /Hfltfto (2^00 iifa) 



TC. 



.3' 
.5' 



Scarce: An £ atf/strain that cartas the cloned Mbo I 
gens from Moraxstla tovfs (ATCC 10900) 

Reaction Conditions: NEBuffer 3 

100 mM NaCf, 50 mM Tris-HCI, 10 mM MgCL 1 mM 

dilhiolhreitol (pH 7*9 @ 25*P), Incubate at 37*C. 

Ligation and Recntttng: After 100-fold over- 
dfgestfon with Mbo i, > 95% oi the DNA fragments can 
be fijjaled and recut. 

Concentration: 5.000 and 25,000 urtits/mf. 
Assayed on X DNA ((ton-). 



StoragB Gondii 
(PH 7-4). 0.1 raM&» 
BSA and 50% glycerol 

Diluent Compattbilfj 

HeatlnactivaUon: 

Note: Dpn U and$* F 
Mbo I cleaves to leave.a| 
beefflcfennyiigaledmS,! 
Dpn llorSeifiAlcleavetfn 

Blocked byc^melhyiaS&j 
isoschizomer Sau3A I is rij 
genomic OKA Is Impaired**, 
methylation{seop. 252£;| 




mm 



#R0148S 
#R0146L 



5'...GA 
3'...CT 



250 unfts $55 

1,250 units .... $220 



AGA(N)/. 
TCT(N) 7A . 



Source: An £ co//sirafo that carries the cloned 
Mbo It gene from Moraxelto tows (ATCC 10900) 

Reaction Conditions: NEBufler 3 

50 mM NaCI, 10 mM Tris-HCI r 10 mM MgCL 1 mM 

dithiothreitof (ph 7,9 0 25 B C). Incubate at ifo. 

Ligation and Renitflng: After lO-fold ovaitfgestion 
with Mbo II, approximately 50% of the DNA fragments 
can be ligated. Of these. > 95% can be recut 

Concantratian: 5,000 units/mi. 
Assayed on X DNA (dam -). 



Storage Conditions: 50 r, 

(pH 7.4), 0.1 mMEDTAJmi 
BSA and 50% glycerol. Store! 

Diruent ComDatibinty: DlltjJ 

Heal Inaetlvairoo: 65 e C forja 

Mote: Mbo II produces DNAf^ 
single-base 3* extension wftfch &™ 
Ifoate than blunt-ended taQment&S 
ligation can bs achieved by using: 
(NES/M2200). * 

Blocked by overlapping (femmeih| 

Incubations longer than 1 hour are'riS 



SOW 



#RQ589L 



5: . . C T A 
3'...QT 



500 units $60 

2,500 units .... $240 



ATTG...3' 
TAAC.,,5' 



Source: An £ coy/ stain that canies the cloned MIb I 
gene from Mycoplasma tefmentes (N.F. Ha(den) 

Reaction Conditions: NEBuffer 4 
50 mM potassium acetate, 20 mM Tria-acctate. 10 mM 
magnesium acetate, 1 mM dithlolh/eitol IpH 7.9® 
25°C). Incubate at 37 B C. 

Ligaiton and Qeeutting: After 204c4d wro^on 
with Mfe I, > 95% of the DNA fragments can be liaaled 
and recuL 



Concentration; 10,000 twfts/ml./ 

Storage Conditions: 50 mM NaCI. IfpL 
(pH 7,4), 0.1 mM EOTA. 1 mM difoiotWE.. 
BSA and 50% glycerol. Store at -20°C.'' * 0 

Diluent CompatiblJHy: Diluent A, see k'29 

Heat Inactivaiion: 65°C for 20 minutes. ' * 

N ole: Mun I Is an isoschizomer c! Mfe I. * 'J 

Not sensitive to dam, 6cm nr mammalian CpS ' 
methylallon. 




#RQ19SS 
#R0198L, 



1.000 units $55 

5,000 units. .. $Z20 



5'-.. X'CGCGT.. 3' 
3 '-'TGCGC A A...5' 



Source: Micrococcus luteus (IF0 12992) 



Reaction Conditions: NEBuffer 3 
1 00 mM Nad, 50 mM Tri a-HCI, 10 mM MgCL 1 mM 
dithiobWtol (pH 7,9 @25°C). Incubate at 37°C. 

Ligation and Recuttlng: After 10-foW overtfigestlon 
with Mlu I. > 95% ol the DNA fragments can be ligaled 
and recuL 



Storage Conditions: 100 mM NaCI, 10 mMTfr 
HCl (pH 7.5). 0.1 mM EDTA, 1 mM dithlotfireiN 
200 M g/m! BSA and 50% glycerol. Store ai-a* 

Diluent Compatibility; D.Juenl A, see p. 23/. 

Heat Inactivation: 65°C for 20 minutes. 

Note: Cleavage of mammalian genomic DNA is 



IfAnEco/r 
l Condil) 

ssiunu 
n acetate. 
L tmibale at C- 

ftan and Dec 
'.and (BcuL 

i Cnncenlraiian; 3: 
J ^ayedonXONA. 



Source: An £ r coli 

ftaaciron Conditii 

O'thiaihreitflt ( p h j . 
W«tfmlBSA mci 



C M cen^Hon: 10.000 unils^L Assayed on X DNA. b ""* M " y Cp6 m¥i[,on fseBp - ^ 



On and Reci 
Msel (>95%0 
and recur, 



™^iji^pjpjjjgm-^^^^ JMf Cl0ned al N£Bfolate |^| ftecombirnnJ Fn7vmp 
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Soerte: An £ co// strain mat carries the Cloned Miy t 
gens from Micrococcus lyiae (NBL 2048) 

BwdiDd Conditions: NEBuffer 4 + BSA 
50 mM potassium acetate, 20 mM Trls-aceiate, 
10 mM magnesium acetate, 1 mM dtmlolhreilo! (pH 7.9 
2S°C)> Supplement with 100 pp/ml BSA. Incubate at 
arc. 

Ligation and Rcctrtiiog: After 20-fold overdlgestion 
mlh Wiry I, approximately 75% of the DNA fragments can 
beligated afidrecut 

Concentration: 10.000 units/ml. 
Assayed on X DNA. 



Source: An £ coti strain mat carries trie cloned Mnl 1 
gene tram Moraxslla ntmliquefaclm (ATCC 1 7953) 

Reaction Conditions; NEBuffer 2 + BSA 
50 mM MaCI. 10 mM Tris-HCI, 10 mM MgCI 2 , 1 mM 
dWliothreitol (pH 7.9 @ 25°C). SupplomenL with 
100 HO/ml BSA. Incubate at 37°C- 

Ligation and Recotting: After 2-Tdd overdigestion 
with Mnl l p approximately 50% of the DNA fragments 
can be Ugatad. Of these, > 95% can be recur. 

Concentration: 5.000 unita/ml. 
Assayed on X DNA. 



Storage Conditions: 50 mM KCI, 10 mM Tris-HCI 
(pH 7.4), 0.1 mM EDTA, 1 mM dithiothrcitol, 200 up/ 
mJ BSA and 50% glycerol. Store at -2u°C. 

Diluent CompgUbllitir- Diluent A, see p. 237. 
Heat Inactive ticne 65 P C for 20 minutes. 

Note: Wfy I is an Isoschfcomer of Pte I mat generates 
blunt-ended DNA fragments. 

Not sensitive to dam, dem or mammalian CpG 
melhyfation. 



#R0610S 1,000 units 555 

#W>61 0t 5,000 units .... $220 



5'...GAGTC(N); 
3',..CTCAG(N) ! 



.3' 
.5' 



Source: An £ co// strain that carries the cloned Msc I 
gens from Micrococcus species (C. Polisson) 

Reaction Conditions: NEBuffer 4 
50 mM potassium acetate, 20 mM Tris acetate, 1 0 mM 
magnesium acetate, 1 mM dirhiomreiloJ (pH 7.9 @ 
25*C). Incubate at 37°C. 

Ligailoo and Hecutling: After 20-toId overdlgestion 
Kiln Msc |,> 95% ol the DNA Iragmenls can be ligated 
and recuL 

Concentration: 3.000 and 15.000 units/ml. 
Assayed on X, DNA. 



Storage Conditions: 200 mM KCI. 10 m Tris-HCI 
(pH 7.5). 0.1 mM EDTA. 1 mM dithlothreitol, 500 MS/ml 
BSA and 50% glycerol Store al-20"C. 

Diluent Compatibility: Diluent B, see p. 237. 

Heat tnactlvaHon: 65 B C for 20 minutes. 

Note: Mnl I produces DNA fragments that have a 
single-base 3 ' extension which are more difficult to 
ligate than blunt-ended fragments. More efficient 
ligation can be achieved by using (he Quick Upalion Kit 
(NEB #M2200J. 

Not sensitive to dam, 6cm or mammalian CpG 
methytah'on. 



Storage Conditions: 150 mM KCI, 10 mM Tris-HCI 
(pH 7.5), 0.1 mM EDTA, 1 mM dithfothrsltol, 20Qug/ml 
BSA and 50% glycerol. Store at ^20°c. 

Diluent Compatibility: Diluent B. see p. 237. 

Heat Inactivation: 65^ for 20 minutes. 

Mote: Msc I is an isoschbomer Bal f. 

Blocked by overlapping 'dem melhylafion (see p. 253). 
The single Msc I site In pBR322 overlaps a dem 
metfiylation site; consequently. pBR322 which has been 
grown in a denr host should be used for cloning. 



£fl0163S 
#R0163L 



250 units ?55 

1,250 units..,. $220 



5'. 
3'. 



.CCTC(N)^,. 3- 
■ GGAG(N) 5' 



#H0534S 250 units $55 

#R0534L 1,250 units .... $220 
lor high (SXJ caratriraljen, enter fflQSUM (1,250 unte) 



5'...TGGCCA...3* 
3',.,ACCpGT.. r 5' 




Sotiico: An £ co//sfrain that carries Ihe cloned Mse I 
Send from Micrococcus species (R. Morgan) 

fleactian Conditions: NEBuller 2 + BSA 
JOniM NaCI, 10 mMTfis-HCI, 10mM MgCL 1 mM 
fw*to*m toH 7.9 @ 25*C). Supplement with 
1U0 jigAnl BSA. Incubate at 37°C. 

Ligailoo and Recutting; After 5-fold overdigestion 

and reel 1 ' * B5% ° f ^ DNA fra ° menl3 ™ te ,ieated 



I fall/Ires BSA 



Concentration: 4.000 and 20,000 units/ml. 
Assayed on X DMA. 

Storage Conditions: 50 mM NaCi, 10 mM Tris-HCI 
(pH 7 r .4) t 0.1 mM EDTA, 1 mM dithiOEfireitol, 200 pg/mf 
BSA and 50% glycerol. Store at -20°C. 

Diluent Compatibility: Diluent A, see p. 237. 

Heal Inactivation: 65°C for 20 minutes. 

Note: Not sensitive to dam, dbm or mammalian CpG 
methylatlon. 



#R0525S 500 units S55 

#R0525L 2,500 units .... S220 
IV triflh (5X) conceWoa cider /RD5Z5U (2,500 uoiti) 

5'...fTAA...3' 
3' . . A A T A T ... 5* 



WM Mflthylation Scflsitiviiv EE! Heat Iracttvafoin Rlno/vtMh. r Brt m^ 
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